Massilioclostridium coli gen. nov., sp. nov., a new member of the Clostridiaceae family isolated from the left colon of a 27-year-old woman 
Introduction
The genus Clostridium (Prazmowski, 1880) is an obligate anaerobic rod-shaped bacilli capable of producing endospores [1] . Currently it contains 211 species with validly published names [2] . The members of this genus are mostly present in the environment or associated with the commensal digestive flora of humans and animals, but several are major human pathogens, such as C. difficile, C. botulinum, C. perfringens and C. tetani (http:// www.hemltd.ru/export/sites/HemLtd/publications/sections/ Normativ/foreign/Infections/medicine/NHS041/article.pdf) [3, 4] .
We refer to a bacterial classification currently based on a polyphasic approach with phenotypic and genotypic characteristics such as DNA-DNA hybridization, G + C content and 16S rRNA sequence similarity [5, 6] . Indeed, the greatest limitation of this classification is the high cost of the DNA-DNA hybridization technique and its low reproducibility [5, 7] . In our laboratory, we elaborated a new concept of bacterial description [8] [9] [10] [11] [12] , with the recent development of genome sequencing technology [13] . This concept, which regroups aspects of the bacteria, is termed taxonogenomics [14] . It is a combination of its proteomic description and its matrixassisted desorption ionization-time of flight mass spectrometry (MALDI-TOF MS) profile [15] associated with a phenotypic description and the sequencing, annotation and comparison of the complete genome of the new bacterial species [16] .
Here we describe a new Massilioclostridium coli sp. nov., strain Marseille-P2976 T (= CSUR P2976 = DSM 103344) according the concept of taxonogenomics.
Methods
Organism information Strain Marseille-P2976 T was isolated from 27-year-old woman.
she underwent a colonoscopy for colorectal cancer screening. The sample was immediately incubated at 37°C in a blood culture bottle under anaerobic conditions. It was enriched with blood and filtered rumen. After 3 days of preincubation, the strain Marseille-P2976 T was isolated on 5% sheep's bloodenriched Columbia agar (bioMérieux, Marcy l'Etoile, France) at 37°C in anaerobic atmosphere. Written informed consent was obtained from the patient, and the study was approved by the ethics committee of the Institut Hospitalo-Universitaire Médi-terranée Infection, Marseille, France, under agreement 2016-010.
Strain identification by MALDI-TOF MS and 16S rRNA sequencing In the context of the rebirth of culture in microbiology, our sample was cultured using the 18 culture conditions of culturomics [17, 18] . Colonies were obtained by spreading samples on petri dishes. They were then purified by subculture and identified by MALDI-TOF MS [19, 20] . Some colonies were put down in duplicate on a MTP 96 MALDI-TOF MS target plate (Bruker Daltonics, Leipzig, Germany), which was analyzed with a Microflex spectrometer (Bruker). The 12 spectra obtained were matched against the references of the 7567 bacteria contained in the database by standard pattern matching (with default parameter settings), with MALDI BioTyper database 2.0 software (Bruker). An identification score of >1.9 with a validated species allows identification at the species level, and a score of <1.7 does not enable identification. When identification by MALDI-TOF MS failed, the 16S rRNA was sequenced [21] . Stackebrandt and Ebers [22] suggest similarity levels of 98.7% of the 16S rRNA sequence as a threshold to define a new species without performing DNA-DNA hybridization.
Growth conditions
In order to test the growth conditions of this strain, different temperatures (25, 28, 37, 45 and 56°C) and atmospheres (anaerobic, microaerophilic and aerobic) were analyzed. GENbag anaer and GENbag miroaer systems (bioMérieux) were used respectively to test anaerobic and microaerophilic growth. Only the anaerobic growth was observed with and without 5% of CO 2 .
Morphologic, biochemical and antibiotic susceptibility testing Different phenotypic characteristics such as Gram staining, motility, catalase, oxidase and sporulation were studied as previously described [18] . To carry out a biochemical description, we used, according to the manufacturer's instructions, API 20A (bioMérieux) to identify anaerobes, API ZYM (bioMérieux) to detect enzymatic activities and API 50CH (bioMérieux) to evaluate the capacity to ferment different carbohydrates. Cellular fatty acid methyl ester (FAME) analysis was performed by gas chromatography/mass spectrometry (GC/MS). Two samples were prepared with approximately 20 mg of bacterial biomass per tube collected from several culture plates. FAMEs were prepared as described by Sasser et al. [23] . GC/MS analyses were carried out as previously described [24] . Briefly, FAMEs were separated using an Elite T was performed by doing a negative staining as previously described [25] .
Growth conditions and genomic DNA preparation Massilioclostridium coli strain Marseille-P2976T (= CSUR P2976 = DSM 103344) was grown on 5% sheep's bloodenriched Columbia agar (bioMérieux) at 37°C in anaerobic atmosphere. Bacteria grown on four petri dishes were recovered and suspended in 4 × 100 μL of Tris-EDTA (TE) buffer. Then 200 μL of this suspension was diluted in 1 mL TE buffer for lysis treatment. Thirty minutes' incubation with 2.5 μg/μL lysozyme at 37°C followed by an overnight incubation with 20 μg/μL proteinase K at 37°C was necessary for a complete lysis. We purified extracted DNA using three successive phenol-chloroform extractions and ethanol precipitations at −20°C overnight. Then the DNA was resuspended in 160 μL TE buffer after centrifugation.
Genome sequencing and assembly Genomic DNA of Massilioclostridium coli was sequenced on the MiSeq Technology (Illumina, San Diego, CA, USA) with the mate pair strategy. The genomic DNA (gDNA) was barcoded in order to be mixed with 11 other projects with the Nextera Mate Pair sample prep kit (Illumina). gDNA was quantified by a Qubit assay with the high sensitivity kit (Life Technologies, Carlsbad, CA, USA) to 60.7 ng/μL. The mate pair library was prepared with 1.5 μg of genomic DNA using the Nextera mate pair Illumina guide. The genomic DNA sample was simultaneously fragmented and tagged with a mate pair junction adapter. The pattern of the fragmentation was validated on an Agilent 2100 BioAnalyzer (Agilent Technologies, Santa Clara, CA, USA) with a DNA 7500 labchip. The DNA fragments ranged in size from 1.5 to 11 kb with an optimal size at 7.68 kb.
No size selection was performed, and 600 ng of tagmented fragments were circularized. The circularized DNA was mechanically sheared to small fragments with optima on a bimodal curve at 990 and 1536 bp on the Covaris device S2 in T6 tubes (Covaris, Woburn, MA, USA). The library profile was visualized on a High Sensitivity Bioanalyzer LabChip (Agilent Technologies), and the final concentration library was measured at 29.27 nmol/L. The libraries were normalized at 2 nM and pooled. After a denaturation step and dilution at 15 pM, the pool of libraries was loaded onto the reagent cartridge and then onto the instrument along with the flow cell. Automated cluster generation and a sequencing run were performed in a single 39-hour run at a 2 × 151 bp read length.
The total information of 7.9 Gb was obtained from a 863K/ mm 2 cluster density with a cluster passing quality control filters of 94% (15 627 000 passing filter paired reads). Within this run, the index representation for Massilioclostridium coli was determined to be 10.02%. The 1 565 833 paired reads were trimmed, then assembled into six scaffolds.
Genome annotation and comparison
Open reading frame (ORF) prediction was carried out using Prodigal [26] with default parameters, but the predicted ORFs were excluded if they spanned a sequencing gap region (contains N). The predicted bacterial protein sequences were searched against the Clusters of Orthologous Groups (COGs) using BLASTP (E value 1e-03, coverage 70%, identity percent 30%). If no hit was found, it searched against the NR database using BLASTP with an E value of 1e-03 coverage 70% and identity percent of 30%. If sequence lengths were smaller than 80 amino acids, we used an E value of 1e-05. The tRNAScanSE tool [27] was used to find tRNA genes, whereas rRNAs were found by using RNAmmer [28] . Lipoprotein signal peptides and the number of transmembrane helices were predicted using Phobius [29] . ORFans were identified if all the performed BLASTP procedures did not give positive results (E value smaller than 1e-03 for ORFs with sequence size superior to 80 aa or E value smaller than 1e-05 for ORFs with sequence length smaller than 80 aa). Such threshold parameters have already been used in previous works to define ORFans. Genomes were automatically retrieved from the 16S RNA tree using Xegen software (PhyloPattern [30] ). For each selected genome, complete genome sequence, proteome and ORFeome genome sequence were retrieved from the National Center for Biotechnology Information FTP site. All proteomes were analyzed with proteinOrtho [31] . Then for each couple of genomes, a similarity score was computed. This score is the mean value of nucleotide similarity between all couples of orthologues between the two genomes studied (average genomic identity of orthologous gene sequences, AGIOS) [17] .
An annotation of the entire proteome was performed to define the distribution of functional classes of predicted genes according to the clusters of orthologous groups of proteins (using the same method as for the genome annotation). To evaluate the genomic similarity among the compared strains, we determined two parameters: digital DNA-DNA hybridization, which exhibits a high correlation with DNA-DNA hybridization (DDH) [32, 33] , and AGIOS [17] , which was designed to be independent from DDH.
Results
Strain identification and phylogenetic analyses Strain Marseille-P2976 T , the details of which are provided in Table 1 , was first isolated in April 2016 by culturing a sample in anaerobic atmosphere on 5% sheep's blood-enriched Colombia agar (bioMérieux) at 37°C after 24 hours' incubation.
A significant score was not obtained when we used MALDI-TOF MS for identification for strain Marseille-P2976
T . This 
proves that the spectrum of this isolate did not match any spectra in our MALDI-TOF database. The nucleotide sequences of the 16S rRNA genes of strain Marseille-P2976 T (GenBank accession no. LT598551) showed a 95.1% similarity level with Clostridium methylpentosum [34] , the phylogenetically closest species with a validly published name (Fig. 1) , therefore defining it as a new bacterial genus. The spectra of strain Marseille-P2976 T (Fig. 2) were added to our MALDI-TOF database. The reference spectrum for Marseille-P2976 T was then compared to the spectra of some Clostridium species available in our database, and the differences were illustrated in a gel view photograph (Fig. 3) .
Phenotypic description
The strain's growth was observed from 37 to 45°C on 5% sheep's blood-enriched Columbia agar (bioMérieux). Optimal growth was achieved at 37°C in anaerobic condition after 24 hours' incubation. Cells were not motile, and we did not Gel view displays raw spectra of loaded spectrum files arranged in pseudo-gel-like look. X-axis records m/z value. Left y-axis displays running spectrum number originating from subsequent spectra loading. Peak intensity is expressed by greyscale scheme code. Colour bar and right y-axis indicate relation between colour peak displayed and peak intensity in arbitrary units. observe any spore formation after thermal shock. They were Gram-negative bacilli (Fig. 4) . On 5% sheep's blood-enriched Columbia agar, colonies were circular, thin and translucent with an entire margin of 1.0 mm in diameter after 24 hours at 37°C. Under electron microscopy, the cells had a mean diameter of 2.5 μm and a length of 4 μm (Fig. 5 ). Oxidase and catalase tests were both negative. The major fatty acid was 14-methyl-pentadecanoic acid (33%). All described fatty acids were saturated structures except two (18:1n9 and 18:2n6). Almost half of the listed fatty acids are branched structures (iso and anteiso) ( T were compared to those of other close representative strains in the Clostridiaceae family (Table 3) . Acid phosphatase Total is based on either size of genome in base pairs or total number of proteincoding genes in annotated genome.
Genome properties
The genome is 2 985 330 bp long with 39.97% GC content (Table 4 , Fig. 6 ). It is composed of seven scaffolds (composed of seven contigs). Of the 2562 predicted genes, 2487 were protein-coding genes and 75 were RNAs (five genes are 5S rRNA, five genes are 16S rRNA, five genes are 23S rRNA and 60 genes are tRNA genes). A total of 1599 genes (64.29%) were assigned as putative function (by COGs or by NR BLAST). Among them, 224 genes were identified as ORFans (9.01%).
The remaining genes were annotated as hypothetical proteins (578 genes, 23.24%). The National Center for Biotechnology Information project ID is PRJEB15310, and the genome is deposited under accession number FMIZ01000000. The distribution of genes into COGs functional categories is presented in Table 5 .
Genome comparison
Massilioclostridium coli genomic characteristics were compared to other close species (Table 6 
Conclusion
On the basis of phenotypic, phylogenetic and genomic analyses, we formally propose the creation of Massilioclostridium coli which contains the type strain Marseille-P2976
T . This bacterial strain was isolated from the left colon of a woman seeking care at our hospital.
Description of Massilioclostridium gen. nov. Description of Massilioclostridium coli gen. nov., sp. nov.
Massilioclostridium coli (coli, M. L. adj. coli, pertaining to the colon, where strain Marseille-P2976
T was isolated). The strain grows at temperatures ranging between 37 and 45°C in anaerobic conditions (at an optimum temperature of 37°C). Salinity range growth was tested between 10 and 20% (no growth was observed), while pH growth is about 5 to 8 (with an optimum of 7). The potential pathogenicity of the type strain Marseille-P2976 T (= CSUR P2976 = DSM 103344) is unknown, but it was isolated from the left colon of a woman seeking care at our hospital. This strain exhibited a G + C content of 39.97%. The genome and 16S rRNA sequences of M. coli were deposited in GenBank under accession numbers LT598551 and FMIZ01000000, respectively.
